Introduction
LINE-1, which is an important component of the human genome, was initially characterized by its retrotransposon process and has been shown to participate in the development and progression of several human cancers via epigenetic regulation. 7 Although the recent application of the molecular targeted agent sorafenib improved the survival of patients suffering from advanced HCC, the effects of sorafenib are far from satisfactory: >50% of the patients were initially sorafenib resistant; only 26%-43% of the patients were sensitive to sorafenib, and they may develop sorafenib resistance during treatment. 8 Our previous work reported on a novel endogenous sorafenib resistance mechanism, whereby the pregnenolone X receptor (PXR) nuclear receptor can be activated by interacting with sorafenib, which induces the expression of the downstream sorafenib resistance-related genes CYP3A4 and mdr-1. 9 Therefore, we postulate that LINE-1 ORF-1p plays a role in sorafenib treatment failure and correlates with PXR-mediated sorafenib resistance.
In the current study, we show that LINE-1 ORF-1p interacts with PXR. LINE-1 ORF-1p increased PXR transcription factor activity by enhancing the cytoplasmic/nuclear translocation of PXR and the recruitment of PXR to the CYP3A4 promoter or enhancer region. LINE-1 ORF-1p may also promote the clearance of sorafenib in HCC cells. Therefore, we conclude that LINE-1 ORF-1p could be a therapeutic target for overcoming sorafenib resistance in HCC.
Materials and methods

Patients and quantitative PCR (qPCR)
The collection of clinical specimens was with the informed consent of patients, and all experimental protocols were approved by the ethics committee of No. 302nd hospital, Chinese People's Liberation Army. A total of 52 HCC cases were included and described in our previous work (Table S1) . 9 Patients whose tissues were used in this research provided written informed consent and had been described in our previous work. 9 Total RNA sample from HCC patients or cell lines was extracted using a PARISTM Kit (Thermo Fisher Scientific, Waltham, MA, USA) and reverse transcribed by Multiscribe ™ Reverse Transcriptase (Thermo Fisher Scientific). qPCR (real-time PCR) was performed following the methods described in Ma et al 10 and Ji et al. 11 Primers used in qPCR are listed in Table S2 .
Plasmids
The expression of siRNA vectors of LINE-1 ORF-1p has been described in our previous work. 12, 13 Expression vectors of PXR were purchased from Vigene Corporation (Jinan, P.R. China). PXR-response luciferase reporters (XREM-Luc or PXRE-Luc) have been described in our previous work. 9 To construct PXR truncated mutants, the truncated FLAG-PXR-NTD (N-terminal domain, residues 1-40), FLAG-PXR-DBD (DNA-binding domain, residues 41-110), FLAG-PXR-HD (hinge domain, residues 1-140) and FLAG-PXR-LBD (ligand-binding domain, residues 141-434) sequences were amplified and cloned into the pcDNA3.0-FLAG vector. All of the expression vectors were confirmed by DNA sequencing.
Cell culture and agents
MHCC97-H cell, a highly aggressive HCC cell line, was purchased from Type Culture Collection of the Chinese Academy of Sciences (Shanghai, P.R. China), a type culture resource of the Chinese government. 14, 15 MHCC87-H cells were maintained under recommended culture conditions described in our previous work.
14,15 LM-3, another highly aggressive HCC cell line, was a gift from Dr Yingshi Zhang in Department of Pharmacy, General Hospital of Shenyang Military Area Command, Shenyang, P.R. China. Molecular targeted agents sorafenib (Cat. No. S7397), rifampicin (Cat. No. S1764) and ketoconazole (Cat. No. S1353) were purchased from Selleck Corporation (Houston, TX, USA). For cell survival examination, sorafenib was dissolved in dimethyl sulfoxide and diluted in DMEM with a final concentration of 1%. Cells were treated with indicated concentrations (10, 3, 1, 0.3, 0.1, 0.03 and 0.01 μmol/L) of sorafenib for indicated time points. Next, cells were harvested for MTT experiments according to manufacturer's instructions (Amresco, Cleveland, OH, USA). The inhibition rate of sorafenib was calculated as (OD 490 control group − OD 490 nm administration group)/(OD 490 nm control group). For sorafenib clearance experiments, sorafenib (2 mg) was dissolved in 10 μL dimethyl sulfoxide, 50 μL polyethylene glycol 400 and 30 μL Tween 80. Then, the sorafenib solution was carefully diluted with physiological saline to 1 mL total volume. The final concentration of sorafenib in this solution was 2 mg/mL, and this sorafenibcontaining solution was named as Sor-Sol.
luciferase assay
MHCC97-H cells were cultured in phenol red-free DMEM supplemented with 1% charcoal/dextran-treated FBS (Hyclone, Waltham, MA, USA) and seeded into 24-well plates (Corning Incorporated, Corning, NY, USA). Next, the cells were transfected with PXR-responsive Luciferase reporters (XREM-Luc or PXRE-Luc), treated with indicated concentration of rifampicin and analyzed for luciferase or β-galactosidase activities following methods described previously. [16] [17] [18] [19] antibodies and Western blot Antibodies against LINE-1 ORF-1p, PXR, CYP 3A4, P-gp, LaminA/C and β-actin were obtained from Santa Cruz 
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line-1 ORF-1p enhances the activation of PXR Biotechnology (Dallas, TX, USA) and are described in our previous work. 9, 20 Western blot was performed following the protocol described previously. 9, 20 Protein level was identified by antibodies.
Co-immunoprecipitation
The MHCC97-H cells were transfected with indicated expression plasmids and harvested and lysed in the immunoprecipitation (IP) buffer. The co-immunoprecipitation (Co-IP) analysis was performed with anti-FLAG antibodies (Sigma-Aldrich, St Louis, MO, USA) and then detected by the immunoblotting (IB) assay. 21, 22 subcellular fractionation All animal experiment protocols were approved by the Institutional Animal Care and Use Committee of the 302nd hospital, Chinese PLA, and all animal studies were performed and carried out in accordance with the UK Animals (Scientific Procedures) Act, 1986 and associated guidelines. All experiments were performed after obtaining written confirmation from the Institutional Animal Care and Use Committee of the 302nd hospital, Chinese PLA. The subcellular location of PXR or LINE-1 ORF-1p was examined by subcellular fractionation assays. 23, 24 MHCC97-H cells, which were transfected with vectors or treated with agents, were then homogenized using a Dounce homogenizer, and the homogenate was centrifuged at 366× g for 10 minutes at 4°C to separate nuclear fraction. Next, the supernatant was centrifuged again at 13,201× g for 15 minutes at 4°C, and the final supernatant was the cytoplasmic fraction. Next, Western blot was performed. β-Actin was chosen as the cytoplasmic indicator, and Lamin A/C was used as the nuclear indicator.
Clearance of sorafenib
To examine whether LINE-1 ORF-1p overexpression could accelerate the clearance of sorafenib in MHCC-97H cells, the clearance curve and half-life (t 1/2 values) of sorafenib were determined. For cell-based examination, MHCC97-H cells (1×10 8   -2×10   8 ), which were transfected with control or LINE-1 ORF-1p, were cultured with IC 50 concentration of sorafenib for 12 hours. Then, the cells were harvested at indicated time points. The remaining sorafenib in MHCC97-H cells was extracted by acetonitrile and quantitated by liquid chromatography-mass spectrometry/mass spectrometry (LC-MS/ MS) using the methods described in Feng et al 9 and Wu et al.
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For subcutaneous tumor experiments, MHCC97-H cells were injected into nude mice to form subcutaneous tumors as mentioned earlier. Sor-Sol was injected into HCC subcutaneous tumors (20 μL per tumor). At indicated time points, tumor tissues were harvested, and the remaining sorafenib in the tissues was extracted by acetonitrile. The amount of sorafenib was measured by LC-MS/MS. 9, 25 Transwell assay (in vitro migration and invasion)
MHCC97-H cells, which were transfected by empty vectors, LINE-1 ORF-1p vectors, control siRNA or LINE-1 ORF-1p siRNA, were treated with the IC 50 concentration of sorafenib for 48 hours. Then, the cells were analyzed by Transwell assays following the methods described in Xiong et al, 26 Wu et al 27 and Zheng et al.
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antitumor activity of sorafenib in MhCC97-h cells in vivo
All animal experiment protocols were approved by the Institutional Animal Care and Use Committee of the 302nd hospital, Chinese PLA and all animal studies were performed and carried out in accordance with the UK Animals (Scientific Procedures) Act, 1986 and associated guidelines. MHCC97-H or LM-3 cells, which were transfected with plasmids, were injected into nude mice to form subcutaneous tumors following the methods mentioned earlier. Seven to ten days after injection, the mice received solvent control or 2 mg/kg oral sorafenib (every 2 days) treatment. After 3 weeks of treatment, all mice were sacrificed, and the final volume and the weight of tumors were measured. 29, 30 Next, MHCC97-H or LM-3 cells were transfected with plasmids and were directly inoculated into the mice's liver via hepatic portal vein injection (5×10 5 cells per animal). After 5-10 days, the mice received solvent control or 2 mg/kg oral sorafenib (every two days) treatment. After 3 weeks of treatment, all mice were sacrificed and the final volume and the weight of tumors were measured. After 3 weeks of treatment, all mice were examined by positron emission tomography/computed tomography (PET/CT) scanner (Philips Corp., Holland, The Netherlands) as described by Xu et al 31 and Zhang et al. 32 After PET/CT analysis, animals were harvested and the nodules formed by HCC cells in nude mice's liver were identified by obtaining photographs of the liver. The amount of nodules was quantitatively analyzed by measuring radioactivation 31, 32 or the area of nodules following the methods adopted by Xie et al. Results high endogenous line-1 ORF-1p expression is associated with poor sorafenib therapy outcomes for patients with advanced hCC First, we examined endogenous LINE-1 ORF-1p mRNA levels in clinical specimens from advanced HCC patients who received sorafenib treatment, through qPCR experiments (fold changes in LINE-1 mRNA levels compared with β-actin). Based on the median expression value (0.0009), we divided patients into two groups: a LINE-1 ORF-1p low group (0.00001-0.0009) and a LINE-1 ORF-1p high group (0.0009-0.0024), as shown in Figure 1A and B and Tables S3 and S4. The data indicate that patients in the LINE-1 ORF-1p high group had a poorer prognosis compared with those in the LINE-1 ORF-1p low group (Table 1; Figure 1C and D). The median time to progression (TTP) of patients in the LINE-1 ORF-1p high group (8.0 months; 95% CI: 6.8-10.6 months) was significantly lower than that of patients in the PXR-low group (11.0 months; 95% CI: 9.1-12.0 months; log-rank P=0.0002), and the median overall survival (10.0 months; 95% CI: 6.1-13.8 months) in the LINE-1 ORF-1p high group was lesser than that in the LINE-1 ORF-1p low group ( LINE-1 ORF-1p high
S p e c im e n n o .1 S p e c im e n n o .2 S p e c im e n n o .3 S p e c im e n n o .4 S p e c im e n n o .5 S p e c im e n n o .6 S p e c im e n n o .7 S p e c im e n n o .8 S p e c im e n n o .9 S p e c im e n n o .1 0 Relative LINE-1 ORF-1p expression (fold of E-Actin) Table 1 . Therefore, high endogenous LINE-1 ORF-1p expression is associated with poor sorafenib therapy outcomes in patients with advanced HCC.
line-1 ORF-1p enhances the transcription factor activity of PXR in a ligand-dependent manner
To define the role of LINE-1 ORF-1p in regulating PXR activation, luciferase assays were performed. PXR could be activated by its ligand rifampicin; without rifampicin, PXR did not show any transcription factor activity ( Figure 2 ). Upon rifampicin induction, LINE-1 ORF-1p overexpression enhanced the luciferase activity of the PXR responding reporters PXRE-Luc ( Figure 2A ) and XREM-Luc ( Figure 2B ), whereas knockdown of LINE-1 ORF-1p by siRNA decreased PXRE-Luc or XREM-Luc activity in the presence of rifampicin ( Figure 2C and D). Therefore, LINE-1 ORF-1p enhances ligand-induced PXR transcription factor activity.
line-1 ORF-1p increases the expression of PXR downstream genes
To confirm the effect of LINE-1 ORF-1p on PXR, qPCR and Western blot assays were performed. The results showed that overexpression of LINE-1 ORF-1p enhanced the mRNA levels of two PXR downstream genes, CYP3A4 and mdr-1 ( Figure 3A and B), whereas knockdown of LINE-1 ORF-1p decreased the mRNA levels of CYP3A4 and mdr-1 ( Figure 3C and D) . Moreover, the protein expression of CYP3A4 and P-gp (encoded by the mdr-1 gene) was examined. As shown in Figure 3E , LINE-1 ORF-1p overexpression enhanced the expression of CYP3A4 and P-gp induced by rifampicin. Silencing of LINE-1 ORF-1p via its siRNA decreased the expression of CYP3A4 and P-gp induced by rifampicin. Therefore, LINE-1 ORF-1p increased the expression of PXR downstream genes in a ligand-dependent manner.
line-1 ORF-1p interacts with PXR
Next, we examined the interaction between PXR and LINE-1 ORF-1p. MHCC97-H cells were co-transfected with FLAG-LINE-1 ORF-1p, FLAG empty vectors, HA-PXR or HA empty vectors. Cells were harvested after 24 hours for Co-IP and IB assays. FLAG-LINE-1 ORF-1p interacted with HA-PXR in the presence of rifampicin ( Figure 4A ). Moreover, FLAG-PXR also interacted with HA-LINE-1 ORF-1p ( Figure 4B ).
To identify the binding regions in PXR and LINE-1 ORF1p, MHCC97-H cells were transfected with FLAG-tagged truncated PXR fragments and a HA-LINE-1 ORF-1p vector. Then, cells were harvested for Co-IP experiments. Figure 5A demonstrates that LINE-1 ORF-1p interacted with the PXR LBD in a ligand-dependent manner. Moreover, we examined which domain of LINE-1 ORF-1p interacted with PXR. As shown in Figure 5B , PXR interacted with the coiled-coil 
line-1 ORF-1p enhances the nuclear accumulation of PXR
To further examine the effect of LINE-1 ORF-1p on PXR, the nuclear accumulation of PXR was assessed. As shown in Figure 6 , PXR was distributed in both the nucleus and cytoplasm of MHCC97-H cells in the quiescent state and could translocate from the cytoplasm to the nucleus in the presence of rifampicin. Overexpression of LINE-1 ORF-1p enhanced 
Lamin A/C E-Actin Figure 6 The effect of line-1 ORF-1p on PXR cytoplasmic/nuclear translocation and recruitment to the promoter or enhancer region of CYP3a4. Notes: MhCC97-h cells were transfected with an empty vector, the expression vector for line-1 ORF-1p (A and C), control siRna or the siRna for line-1 ORF1p (B and D) and treated with or without 10 µmol/l rifampicin. (A and B) Cells were fractionated into cytoplasmic fractions and nuclear fractions. The fractions were probed using anti-line-1 ORF-1p and anti-PXR antibodies. lamin a/C was chosen as the nuclear marker and ß-actin as the cytoplasmic marker. (C and D) Cells were harvested for ChIP experiments. Immunoprecipitated DNA was PCR amplified using primers that were consistent with the PXR binding sites in the CYP3A4 promoter or enhancer region. Abbreviations: ChiP, chromatin immunoprecipitation; PXR, pregnenolone X receptor. the accumulation of PXR in the nucleus, whereas knockdown of LINE-1 ORF-1p attenuated PXR nuclear accumulation ( Figure 6A and B) . Therefore, LINE-1 ORF-1p could modulate the transcription factor activity of PXR through cytoplasmic/ nuclear translocation.
line-1 ORF-1p enhances the recruitment of PXR to CYP3a4 gene promoter or enhancer regions
The recruitment of PXR to CYP3A4 gene promoter (PXRE, −362/+52) or enhancer (XREM, −7,836/-7,208) regions was detected through a chomatin IP (ChIP) assay. As shown in Figure  6C and D, PXR could be recruited to CYP3A4 gene promoter ( Figure 6C ) and enhancer ( Figure 6D ) regions in the presence of rifampicin. Overexpression of LINE-1 ORF-1p enhanced the binding of PXR to the promoter/enhancer regions. Silencing of LINE-1 ORF-1p via its siRNA attenuated the recruitment of PXR to CYP3A4 gene promoter ( Figure 6C ) or enhancer ( Figure 6D ) regions. These results suggest that LINE-1 ORF-1p can modulate the recruitment of PXR to its downstream gene promoter or enhancer region.
line-1 ORF-1p accelerates the clearance of sorafenib in MhCC97-h cells MHCC97-H cells transfected with LINE-1 ORF-1p-expressing plasmids or LINE-1 ORF-1p siRNA plasmids were treated with 1 μmol/L sorafenib (the IC 50 dose of sorafenib) for 12 hours. Then, we started the measurement of sorafenib levels in MHCC97-H cells. Cells were harvested at indicated time points (start point: 12 hours after sorafenib treatment), and LC-MS/MS assays were performed. As shown in Figure 7A , sorafenib was almost completely cleared within 24 hours in cultured MHCC97-H cells. The half-life (t 1/2 value) of sorafenib is 11.52±0.38 hours. Overexpression of LINE-1 ORF1p promoted the clearance of sorafenib in MHCC97-H cells and the half-life decreased to 6.32±0.29 hours. To study the role of LINE-1 ORF-1p in sorafenib clearance in vivo, MHCC97-H subcutaneous tumors were treated with sorafenib solution via intratumoral injection, and the sorafenib remaining in tumor tissues was assessed at each time point. As shown in Figure 7B Next, the effect of the knockdown of LINE-1 ORF-1p expression on the clearance of sorafenib in MHCC97-H cells was examined. As shown in Figure 7C To examine whether LINE-1 ORF-1p modulates the antitumor effect of sorafenib, MTT assays were performed. Overexpression of LINE-1 ORF-1p enhanced the resistance of MHCC97-H cells to sorafenib, whereby the IC 50 value of sorafenib increased from 1.08±0.12 to 6.91±0.36 μmol/L, indicating a 6.4-fold increase in sorafenib resistance (Table 2) . Moreover, knockdown of LINE-1 ORF-1p significantly enhanced the antitumor effect of sorafenib in MHCC97-H cells with the IC 50 decreasing from 1.08±0.12 to 0.14±0.05 μmol/L (Table 2) . Next, to study the specificity of the effect of LINE-1 ORF-1p, truncated LINE-1 ORF-1p vectors were used. As shown in Table 2 , the LINE-1 ORF-1p C-C domain (1-160) could enhance the resistance of MHCC97-H cells to sorafenib, whereas the RNA recognition motif/carboxylterminal domain (RRM/CTD; residues 161-360) could not.
To further examine the effect of LINE-1 ORF-1p on sorafenib resistance, a Transwell assay was performed. As shown in Figure 8 , sorafenib significantly inhibited the in vitro invasion ( Figure 8A Figure 9A-C) . To confirm these results, the expression of LINE-1 ORF-1p, the C-C domain of LINE-1 ORF-1p or the RRM/CTD domains was assessed in subcutaneous tumor tissues through Western blotting ( Figure S1 ).
To assess the intrahepatic growth of MHCC97-H cells, MHCC97-H cells were injected into nude mouse livers via the hepatic portal vein. As shown in Figure 10 , MHCC97-H cells formed multiple and diffuse nodules in the liver, and sorafenib treatment attenuated the expansion of MHCC97-H cells in nude mouse livers. Overexpression of LINE-1 
Discussion
HCC is one of the most common malignancies in P.R. China, which has been attributed to a high hepatitis virus infection rate (hepatitis B virus or hepatitis C virus). [34] [35] [36] [37] [38] The prognosis of patients suffering from advanced HCC is poor because of multidrug resistance, which makes patients insensitive to cytotoxic chemotherapies. [34] [35] [36] [37] [38] Unfortunately, most patients suffer from advanced HCC even at their initial diagnosis and are not suitable for a liver transplant or surgical treatment. 39, 40 Patients with advanced HCC could benefit from systemic chemotherapies and molecular targeting therapies, such as the first-line agent sorafenib and regorafenib, a newly approved molecular targeted agent for the treatment of advanced HCC produced by Bayer Corporation (Leverkusen, Germany). However, only 26%-43% of the patients are initially sensitive to sorafenib, and some patients with good initial responses can develop resistance to sorafenib as the therapy progresses. Until now, the exact mechanisms underlying sorafenib resistance in advanced HCC remained unclear. Our previous work described a potential mechanism underlying the metabolism-dependent elimination of sorafenib mediated by the PXR signaling pathway. PXR is a member of the nuclear receptor family. 9 It functions as a key transcription factor to mediate the expression of metabolizing and detoxifying enzymes, including Phase I (such as cytochrome P450) and Phase II drug-metabolizing enzymes. 41 These enzymes can also function as drug resistance regulators that induce drug resistance or losses in drug efficiency by metabolizing and detoxifying chemotherapeutics during treatment. [42] [43] [44] [45] [46] To further establish the role of PXR in sorafenib resistance, the current study revealed that LINE-1 ORF-1p could interact with PXR and function as a PXR coregulator.
LINE-1, an autonomous retrotransposon, is an important component of human genome and constitutes ~17% of human genome. 47, 48 LINE-1 codes for two proteins: LINe-1 ORF-1p and LINE-1 ORF-2p, and active LINE-1 proteins participate in cancer progression through multiple mechanisms. 47, 48 Physiologically, LINE-1 ORF-1p was considered to be a molecular chaperon that interacts with its homologue protein LINE-1 ORF-2p to form a ribonucleoprotein during the retrotransposition process. 49, 50 Moreover, LINE-1 ORF1p can also function as an important regulator in tumor cell proliferation. 49, 50 Our previous work showed that LINE-1 ORF-1p could enhance the resistance of HCC cells to antitumor drugs and enhance cell function. 7 In the present work, our results showed that high levels of LINE-1 ORF1p in tumor samples are related to poor prognosis in HCC patients who received sorafenib treatment. LINE-1 ORF1p consists of three domains, the C-C domain (residues 1-160), the RRM domain and the CTD domain (residues 161-360). 12, 13 The RRM and CTD domains mediate the binding of LINE-1 ORF-1p to nucleic acids. 12, 13 Here, we found that the LINE-1 ORF-1p C-C domain interacts with the PXR LBD, which is responsible for the ligand binding. This finding is consistent with the finding that LINE-1 ORF-1p enhanced the transcription factor activation of PXR and the expression of PXR downstream genes in a ligand-dependent manner. Overexpression of LINE-1 ORF1p accelerated the metabolism and clearance of sorafenib in cultured MHCC97-H cells or tumor tissues. In vitro or in vivo assay results indicated that the overexpression of LINE-1 ORF-1p or the LINE-1 ORF-1p C-C domain, but not RRM/CTD, enhanced the resistance of MHCC97-H cells to sorafenib.
Conclusion
LINE-1 ORF-1p interacted with PXR and enhanced the transcription factor activation of PXR. It also promoted the metabolism and clearance of sorafenib in HCC cells and enhanced sorafenib resistance in HCC cells. Therefore, LINE-1 ORF-1p is a promising molecular candidate for gene targeting therapy to overcome drug resistance in HCC.
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Figure S1
The expression of line-1 ORF-1p in subcutaneous tumors. Notes: MhCC97-h cells, which were transfected with empty vector, full-length line-1 ORF-1p, line-1 ORF-1p 1-160 residues, control siRna or line-1 ORF-1p siRna vectors, were seeded into nude mice to form subcutaneous tumors. Mice were treated with sorafenib and the tumor tissues were harvested with antiline-1 ORF-1p or Flag antibodies.
